. Schema of the experimental procedure (A) The SCN-SPZ-PVN, SPZ-PVN-only or SCN-only slices were prepared from C57BL/6J newborn mice (P4-6) and were explanted on a culture membrane. The aliquot of the AAV harboring hSyn-GCaMP6s was inoculated onto the surface of the cultured slices. Ten days after the infection, the culture membrane was transferred to a glass bottom dish and sealed with the O2 permeable filter. (B) Time-lapse imaging was conducted with the exposure time of 1-2 sec (0.5-1 fps) at 10 min intervals for many days. , and gabazine (n=9) (E) . A paired t-test was used to validate the drug effects. Results are expressed as the mean of 4 days (gabazine, the first 2 days and the following 2 days) and its sem. *p < 0.05; **p < 0.01; ***p < 0.01; n.s., statistically not significant.
Fig. S10. Pixel level analysis of drug effects on SCN circadian calcium rhythm in the SCN-SPZ-PVN slices
Acrophase (left) ad amplitude (right) maps of the SCN region (upper) in the SCN-SPZ-PVN slice. In the lower panels, the SD of acrophase (left), the mean difference (Δ phase) of acrophase between the dorsal and ventral area (middle) and the amplitude was calculated in each slice before and after drug treatment. Vehicle (n=5) (A), TTX (n=6) (B), NBQX & APV (n=6) (C), SR49059 & SSR149415 (n=5) (D), and gabazine (n=8) (E). (top) The mean acrophase of the pixels covering the bilateral SCN is normalized to 0 h and the map is expressed in relative phase to the slice mean acrophase. Color bars indicate relative acrophase to the mean. A paired t-test was used to validate the drug effects. Data are expressed as the mean ± sem. *p < 0.05; **p < 0.01; ***p < 0.001; n.s., statistically not significant. scale bars, 200 µm. Table S1 . Data information of Fig.2, Fig.S9, Fig.S10, and Fig.S13 .
